ABSTRACT
8
Finally, a third PCR using the amplified sequences as template, and the oligonucleotides achieved by the procedure of Rapaport and Shai [29] as previously described [24] . Some NBD- Liposo Fast-Basic extruder apparatus (Avestin, Inc.) with 100-nm polycarbonate filters (Costar) 211 as previously described [24] .
213
2.8 Binding assay. The binding of NBD-preS-his or NBD-mutant proteins to PG vesicles was 214 studied as previously described [24] . Briefly, after incubation of the protein (0.03-0.06 μM) with 215 the vesicles for 1-2 min, the fluorescence spectra were taken between 480 and 650 nm with the 216 excitation wavelength set at 467 nm in a SLM AMINCO 8000C spectrofluorimeter (SLM 217 Instruments). The fluorescence intensity registered at 530 nm at different lipid/protein molar 218 ratios was utilized to obtain the binding isotherm. The data were analysed using the equation: Sephadex G-75 column (Pharmacia). The phospholipid concentration was kept at 0.1-0.14 mM.
249
The fluorescence spectra were measured in a SLM Aminco 8000C spectrofluorimeter. The 250 excitation wavelength was set at 385 nm and the ANTS emission was monitored at 520 nm. The 251 fluorescence of control vesicles without protein was taken as 0% leakage while 100% was 252 considered upon addition of 0.5% Triton X-100.
Expression and purification. After inducing the expression of the preS and mutants with

256
IPTG, the recombinant proteins were purified as described in the Experimental procedures 257 section. The results of the purification steps of preS-his are shown in Figure 1A as an example.
258
Induction with IPTG resulted in the appearance of a band which corresponded to the molecular liter of cell culture of preS-his and about 3-6 mg of the different mutants were obtained.
267
The amino acid composition of the purified proteins was practically coincident with that 268 expected from the cDNA sequence ( share a similar distribution of polar and nonpolar amino acids (Fig. 8) . Since all proteins used in 505 this study share the carboxyl-terminal region, which corresponds to the preS2 domain, this area 506 could be responsible for the ionic interaction with the polar head of the phospholipids. Then, the 507 preS1 domain could insert into the bilayer causing its destabilization due to the fact that there is a 508 particular three dimensional structure and/or a distribution of specific amino acids.
509
We have previously proposed that both the N-terminal region of the S protein as well as the 510 preS domains may be involved in the initial steps of viral infection [23] .Thus, antibodies elicited (23) 18 (18) 17 (17) 18 (18) 14 (14) 15 (15) 
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